Background: Breast cancer is the most common cause of cancer death among women. Several studies have investigated the relationship between the C3435T polymorphism of ABCB1 gene and risk of breast cancer; but the results are conflicting. In the present study, we sought to assess the relationship between the C3435T polymorphism in ABCB1 gene and the risk of breast cancer in a sample of the Moroccan population. Methods: A case control study was performed on 60 breast cancer patients and 68 healthy women. The ABCB1 C3435T polymorphism was analyzed by polymerase chain reaction-restriction fragment length polymorphism (PCR-RFLP) assay. Furthermore, a meta-analysis including 16 studies with 6094 cases of breast cancer and 8646 controls was performed. Results: Genotype frequencies were 50 % for CC, 33.3 % for CT and 16.7 % for TT in patients and 41.2 % for CC, 48.5 % for CT and 10.3 % for TT respectively in the control group. This difference was not statistically significant. The same trend as observed in the allele distribution between patients and controls (P = 0.84). Findings from the meta-analysis showed that the ABCB1 C3435T polymorphism was not associated with an increased risk of breast cancer in the dominant model (OR = 0.907; 95 % CI = 0.767-1.073; P = 0.25) as well as in the recessive model (OR = 1.181; 95 % CI = 0.973-1.434; P = 0.093) and in the allele contrast model (OR = 1.098; 95 % CI = 0.972-1.240; P = 0.133). However, the stratification of studies on ethnic basis showed that the TT genotype was associated with the risk of breast cancer in Asians (OR = 1.405; 95 % CI = 1.145-1.725; P = 0.001), Caucasians (OR = 1.093; 95 % CI = 1.001-1.194; P = 0.048) and North African (OR = 2.028; 95 % CI = 1.220-3.371; P = 0.006). Conclusions: We have noted that the implication of C3435T variant on the risk of breast cancer was ethnicitydependent. However, there is no evidence that ABCB1 C3435T polymorphism could play a role in susceptibility to breast cancer in Morocco. Further studies with a larger sample size, extended to other polymorphisms are needed to understand the influence of ABCB1 genetic variants on the risk of breast cancer.
Background
Breast cancer is the most common cause of cancer death among women and the most frequently diagnosed female cancer [1] . In Morocco, the cancer registries implemented in Rabat and Casablanca have reported a standardized incidence of 39.9 and 49.2 per 100,000 women respectively [2, 3] .
The etiology of this disease is not fully understood, although many risk factors have been identified, such as hormonal, environmental and lifestyle factors. In addition, some molecular markers have been found to be associated with the risk of breast cancer. The human multidrug resistance gene 1 (MDR1/ABCB1), localized to chromosome region 7q21, encodes P-glycoprotein (P-gp) a transmembrane transport protein of 170 kDa that acts as an adenosine triphosphate-dependent efflux transporter pump [4] . This protein is expressed in most human tissues such as intestine, liver, bile, kidney, adrenal gland, placenta, brain and breast. It allows the cells to eliminate hydrophobic substrates and anti-cancer drugs [5] [6] [7] .
To date, thousands of SNPs have been identified in the ABCB1 gene. One of the most important ABCB1 gene polymorphism is 3435C > T (rs1045642) in exon 26, a synonymous polymorphism witch alters gene expression, protein activity and substrate specificity [8] [9] [10] . Indeed, subjects with the TT genotype showed a decreased intestinal P-gp expression compared to CC genotype carriers [11] .
Several studies have investigated the relationship between the C3435T polymorphism in ABCB1 gene and the risk of breast cancer in different populations, however the results are inconsistent and the relevance of this polymorphism remains confusing [12] [13] [14] [15] [16] [17] [18] [19] [20] [21] [22] [23] [24] [25] [26] .
To the best of our knowledge, the relationship between the C3435T polymorphism of ABCB1 gene and the risk of breast cancer has not been examined in the Moroccan population. In this manuscript we evaluated the possible influence of ABCB1 C3435T polymorphism on the susceptibility of breast cancer as well as its correlation with the clinical features of Moroccan patients with breast cancer. Secondly, we carried out a meta-analysis on 16 studies involving 6,094 cases of breast cancer and 8,646 controls in order to widely estimate the relationship between this polymorphism and breast cancer risk.
Methods

Study population
The present study was performed on 60 unrelated patients with histologically confirmed breast cancer treated between 2009 and 2010 at Mohammed VI Center for Cancer Treatment, Ibn Rochd University Hospital of Casablanca, Morocco. The control group consisted of 68 healthy women without a history of breast or other cancers. The general characteristics of the patients, including age of menarche, age of first pregnancy, number of pregnancies, breastfeeding, oral contraceptives use, the number of abortions, menopause status, smoking status, body mass index (BMI) and family history of breast cancer were collected through structured survey forms. Clinical and pathological features including age at diagnosis, histology type, tumor size, Scarff-Bloom-Richardson (SBR) grade, lymph nodes status and hormone receptor status were obtained from medical records.
The study was approved by the local ethics committee and written informed consent was obtained from each participant.
Genotyping
Genomic DNA was extracted from peripheral blood using the salting out method [27] . The ABCB1 C3435T polymorphism was analyzed by polymerase chain reactionrestriction fragment length polymorphism (PCR-RFLP) assay using the primer sequences 5′-TTGATGGCAAAG AAATAAAGC-3′ and 5′-CTTACATTAGGCAGTGAC TCG-3′. The PCR reaction was performed in a total volume of 25 μl containing 100 ng of genomic DNA, 1× of 5× GoTaq Flexi Buffer (Promega), 1.25 mM MgCl2, 0.2 mM of each dNTP, 0.625 mM of each primer and 0.5U Go Taq DNA polymerase (Promega). PCR program consisted of an initial denaturation at 94°C for 5 min followed by 35 cycles of 95°C for 90 s, 55°C for 60 s, 72°C for 90 s, and a final extension at 72°C for 7 min. Controls with known genotypes (homozygous wild-type, homozygous mutant, and heterozygous) were included in each PCR as a reference. PCR products were digested with 10 units of Mbo I restriction enzyme for 16 h. The digested products were separated by 3 % agarose gel electrophoresis after ethidium bromide staining and observed under UV light. The resulting fragments were 130 bp and 76 bp for the Wild-type homozygote CC, 206 bp, 130 bp and 76 bp for the heterozygote CT and 206 bp for Homozygote mutant variant TT.
Meta-analysis
A literature search of online databases (PubMed, Embase, Scopus, EBSCO…) was conducted until April 1, 2016 using appropriate keywords: "MDR1", "ABCB1", "C3435T polymorphism" and "breast cancer". All languages were searched initially, but only English language studies were selected.
The following criteria were used to select the eligible studies: (a) a case-control study on the association between ABCB1 C3435T polymorphism and breast cancer risk, (2) have an available genotype or allele frequency, and odds ratio (OR) with 95 % confidence interval (CI). Major exclusion criteria were (a) case-only study and review articles and (b) studies without raw data of the C3435T ABCB1 genotypes.
Statistical analysis
Statistical analysis was performed using SPSS 19.0 software. The chi-squared (χ2) test was used to assess the Hardy-Weinberg equilibrium in genotype distribution. OR with 95 % CI was used to assess the strength of the association between ABCB1 C3435T polymorphism and breast cancer risk. Student's t-test and Fisher exact test were used to evaluate the correlation between the studied polymorphism and the clinicopathological parameters. All tests were two-sided and a p value less than 0.05 were considered as statistically significant.
The meta-analysis was performed by MedCalc v.11.6.1.0 software. OR with 95 % CI was used to assess the association between the ABCB1 C3435T polymorphism and breast cancer risk. Genetic heterogeneity was tested by Cochran's (Q) test [28] . Random-effects model was used when the P value of heterogeneity test is less than 0.05; otherwise, fix-effects model was used.
Results
The general characteristics of breast cancer patients without any history of smoking are summarized in ). The mean age of menarche was 13.5 years old (range 10-18 years) and the mean age of menopause was 48.5 ± 4.9 years old (range 40-59 years). 63.3 % of patients had descendants (2.9 ± 1.6 children), 79.5 % of them breastfeed (22.6 months, range 1-72). Finally, 48.3 % of patients presented a family history of breast cancer. The hormone replacement therapy has not been used by post-menopausal women.
Allele and genotype frequencies of ABCB1 C3435T polymorphism in breast cancer patients and controls are summarized in Table 2 . In breast cancer patients, the CC genotype was found in 50 %, CT genotype was found in 33.3 % and TT genotype was found in 16.7 %. In the control group, the frequencies of genotypes were 41.2 % for CC, 48.5 % for CT and 10.3 % for TT. This difference was not statistically significant. The genotype distributions among cases and controls were in Hardy-Weinberg equilibrium (χ2 = 3.75, P = 0.05 for patients and χ2 = 0.36, P = 0.55 for controls). The allele frequencies in breast cancer patients and healthy controls were 66.7 and 65.4 % for C allele, and 33.3 and 34.6 % for T allele, respectively (OR = 0.95; 95 % CI = 0.56-1.59; P = 0.84). The ABCB1 C3435T polymorphism was not significantly associated with increased risk of breast cancer in the additive, dominant and recessive models. Table 3 shows the potential association between the C3435T genetic variant and risk factors of breast cancer in patients. There was no evidence of a significant association between this polymorphism and risk factors of breast cancer (P > 0.05).
Clinical and pathological characteristics of breast cancer patients, according to ABCB1 genotypes are shown in Table 4 . Our data suggest that there is no significant association between the ABCB1 C3435T polymorphism and age at diagnosis, menopausal status, histology type, tumor size, SBR grade, lymph node status and hormone receptor status (P > 0.05).
Concerning the meta-analysis, the characteristics of the selected studies are summarized in Table 5 Age at menarche (years) 13.5 ± 1.7
Age at first birth (years) 23.4 ± 6.1
Number of children 2.9 ± 1.6
Age at menopause (years) 48.5 ± 4.9
Mean (range)
Median age at diagnosis (years) 38.5 N (%) Nulliparous
(36.7)
BMI body mass index, SD standard deviation, N number, % percentage A significant correlation was observed between breast cancer risk and C3435T polymorphism in the recessive model (P = 0.008) and in the allele contrast model (P = 0.017) under the fixed-effects model. However, we observed heterogeneity among the total studies in the recessive model (I 2 = 62.01 %; P = 0.0005), in the dominant model (I 2 = 57.35 %; P = 0.0023) and in the allele contrast model (I 2 = 69.04 %; P < 0.0001). This explains the use of the random effects model in all these cases.
To identify the potential source of the significant heterogeneity observed in the overall population, we performed a subgroup analysis based on ethnicity. The results showed an increased risk of breast cancer among Asians (OR = 1.405; 95 % CI = 1.145-1.725; P = 0.001), Caucasians (OR = 1.093; 95 % CI = 1.001-1.194; P = 0.048) and North African (OR = 2.028; 95 % CI = 1.220-3.371; P = 0.006) with the TT genotype under the recessive model. Nevertheless, no significant association was found in mixed populations. We noted a significant association with breast cancer risk in the homozygote and allele contrast models for North Africans and Asians populations carrying the TT genotype and T allele ( Table 7) .
Discussion
ABCB1 gene is a member of the ABC family that encodes P-gp protein, which is an ATP-dependent efflux pump that allows the cells to eliminate toxins and carcinogenic substances [6] . Some reports suggested that this polymorphism may influence the risk of a number of cancers, especially breast carcinoma [29] . Indeed, this synonymous mutation (Ile1145Ile) influences protein stability [30] and causes cellular damage or apoptosis alteration witch play an important role in cancer development due to an accumulation of metabolites within the cell [31, 32] .
In the present study, we have evaluated the association between the genetic polymorphism C3435T of ABCB1 gene and the risk of breast cancer among Moroccan patients. In agreement with a number of previous reports [16, 18, 21, 23, 24] , our findings revealed no significant association between this polymorphism and breast cancer development. Otherwise, Gutierrez-Rubio et al. [24] did not find differences in the distribution of C3435T polymorphism between breast cancer patients and controls. However, when they have examined the association between this polymorphism and breast cancer risk, according to the menopausal status of patients, they found that premenopausal women with T allele have 2-fold increased risk of breast cancer.
In contrast, other studies have reported different results. Most of these findings reported the association of TT genotype and T allele with high risk of breast cancer. Turgut et al. [13] revealed a 1.5-fold increased risk for the development of breast cancer in T allele carriers. Similarly, Cizmarikova et al. [17] and George et al. [15] have found a significantly higher prevalence of T allele and TT genotype in breast cancer patients when compared to controls (P = 0.019 and P = 0.025 respectively). Furthermore, Wu et al. [20] conducted a large study with 1,173 breast cancer women and 1,244 controls and reported a significant increase in the frequency of the TT genotype (TT vs. CC: OR = 1.386; 95 % CI = 1.091-1.761; P = 0.008) and T allele (OR = 1.281; 95 % CI = 1.021-1.285; P = 0.020) in patients with breast cancer. More recently, Fawzy et al. [22] studied 190 Egyptian females with breast cancer and showed that the frequency of the TT genotype (OR = 1.45; 95 % CI = 1.09-1.94; P = 0.01) and T allele (OR = 2.41; 95 % CI = 1.27-4.56; P = 0.0006) were significantly higher in breast cancer patients compared to healthy controls. Counterwise, a recent study of Abouhalima et al. [26] among Jordanian women have revealed a higher prevalence of CC genotype in breast cancer patients compared to controls (P < 0.001) and individuals with T allele were 2 times less likely to develop breast cancer (P < 0.0001). It should be noted that in a study of Salem et al., the T allele was more prevalent among Jordanians than the C allele [33] . On the other hand, the authors suggested strong linkage disequilibrium with other polymorphisms in ABCB1 gene and alterations in the post translational pathway which influences the efficacy and stability of P-gp in patients with CC genotype [26] . Similarly, in Kurdish patients the frequency of CC genotype and C allele were higher in patients than in controls; this result was not statistically significant [25] .
These conflicting results may be due to the ethnicity and the environment of the studied population, the analysis type and the sample size. Indeed, it was reported that the distribution of C3435T genotypes varies among populations [33] [34] [35] . In Caucasians, the C3435T genotype frequency was 22, 50 and 28 % for CC, CT and TT genotypes respectively [36] . In Morocco, genotype frequencies were 39 % for CC, 51 % for CT and 10 % for TT [37] .
Besides, we did not find a significant difference in the distribution of breast cancer risk factors among CC, CT and TT genotypes. Similar to our results, Tatari et al. reported an absence of association between C3435T genotypes of ABCB1 gene and the risk factors, including age of disease onset, cancer stage, family history of the cancer, smoking history, age of menarche, age of first pregnancy, number of pregnancies, abortion history, and history of oral contraceptive consumption (P > 0.05) [16] . Also, Wu et al. have reported no statistically significant correlation between genotype distributions and age at diagnosis, menopausal state and family history of breast carcinoma [20] .
The correlation between the clinical and pathological features of breast cancer in the present study, according to C3435T polymorphism genotypes revealed no significant association at this level. In this line, Turgut et al. [13] , Wu et al. [20] and Macías-Gómezdid et al. [23] have reported similar results. However, Ghafouri et al. have found a significant correlation between ABCB1 C3435T polymorphism and clinical grades of breast cancer with higher grade in CC carriers (P = 0.027) [25] . On the other hand, Wu et al. [20] observed that patients with a negative status of ER and PR have more CT + TT genotypes than CC genotype (P = 0.013).
In second place, we tried through the present study to evaluate the association between the ABCB1 C3435T polymorphism and breast cancer risk through a metaanalysis involving 16 studies with 6,094 cases of breast cancer and 8,646 controls. Our meta-analysis suggests that the ABCB1 C3435T polymorphism has no effect on breast cancer development. It is noteworthy that a lack of homogeneity between studies was observed regarding the distribution of ABCB1 C3435T polymorphism. This heterogeneity might be explained by ethnicity variability and sample size across the different studies included in the present meta-analysis. Indeed, Wang et al. in a meta-analysis observed significant heterogeneity among the total studies, but not in the small size sample analysis [38] .
A number of meta-analysis were undertaken to assess the association between ABCB1 C3435T polymorphism and risk of breast cancer [38] [39] [40] [41] . The first metaanalysis conducted in 2011 which included 7 studies for ABCB1 C3435T polymorphism did not show any association between this polymorphism and risk of breast cancer [38] . However, it should be noted some errors in C3435T genotypes reported for the study of Nordgard et al. [12] and George et al. [15] which probably would have influenced the study results [42] .
A meta-analysis conducted two years later [38] , enrolled 10 case-control studies with 5,282 cases and 7,703 controls, indicated that this polymorphism were associated with a significantly increased risk of breast cancer according to the following models TT vs. CC (P = 0.003); TT vs. CT + CC (P = 0.003) and TT + CT vs. CC (P = 0.029). Although our study was based on the same data of the previous meta-analysis [38] , we did not find any significant association between the C3435T polymorphism and risk of breast cancer. This can be explained by the fact that we have added the results from other populations with different genetic background, such as North Africa (Morocco, Egypt), Middle East (Jordan) and also mixed populations (Mexico). In Morocco, for example, the frequency of the wild-type 3435CC genotype was found to be higher than that observed in Caucasians and Asians. Conversely, the frequency of the mutated homozygous variant was lower compared to the same populations. However, similar results were reported in Egypt which may be attributed probably to their common ethnic and geographic origins [37] .
Thereby, we stratified our meta-analysis by ethnicity to get a better idea about the involvement of this polymorphism in breast cancer risk. Our findings indicate that patients with TT genotype had a significantly increased risk of breast cancer in Asians, Caucasians and North African but not among mixed populations. These might be due to the differences in genetic background and lifestyle and seem to confirm that the C3435T polymorphism of ABCB1 gene varies across different populations [43] .
Conclusions
To the best of our knowledge, this is the first study, which examined the association of ABCB1 C3435T polymorphism with the risk of breast cancer in a sample of the Moroccan population. The results of the present study revealed no difference between breast cancer patients and controls for ABCB1 C3435T polymorphism. In addition, we did not find a significant correlation between this polymorphism and clinicopathological features of breast cancer patients. This may be explained by the limited statistical power due to our small sample size. It is also necessary to remember that there are other polymorphisms in the ABCB1 gene implicated in the etiology of breast cancer which also deserve to be studied. Therefore, the results of the present study must be interpreted with caution and cannot be generalized. Larger case-control study, with at least 340 breast cancer patients and 340 healthy controls, including more polymorphisms of ABCB1 with haplotype analysis is needed to approve or not our conclusions and to obtain more clear information about the influence of ABCB1 genetic variants in breast cancer risk in Morocco. Moreover, it would also be interesting to study the association of this polymorphism with chemotherapy resistance in breast cancer in our population. Furthermore, the results obtained from the meta-analysis demonstrated that the implication of C3435T variant on the risk of breast cancer risk was modulated by ethnicity.
